Pulsed electromagnetic fields (PEMFs) have been documented to promote bone fracture healing in nonunions and increase lumbar spinal fusion rates. However, the molecular mechanisms by which PEMF stimulates differentiation of human bone marrow stromal cells (hBMSCs) into osteoblasts are not well understood. In this study the PEMF effects on hBMSCs were studied by microarray analysis. PEMF stimulation of hBMSCs' cell numbers mainly affected genes of cell cycle regulation, cell structure, and growth receptors or kinase pathways. In the differentiation and mineralization stages, PEMF regulated preosteoblast gene expression and notably, the transforming growth factor-beta (TGF-) signaling pathway and microRNA 21 (miR21) were most highly regulated. PEMF stimulated activation of Smad2 and miR21-5p expression in differentiated osteoblasts, and TGF-signaling was essential for PEMF stimulation of alkaline phosphatase mRNA expression. Smad7, an antagonist of the TGF-signaling pathway, was found to be miR21-5p's putative target gene and PEMF caused a decrease in Smad7 expression. Expression of Runx2 was increased by PEMF treatment and the miR21-5p inhibitor prevented the PEMF stimulation of Runx2 expression in differentiating cells. Thus, PEMF could mediate its effects on bone metabolism by activation of the TGF-signaling pathway and stimulation of expression of miR21-5p in hBMSCs.
Introduction
Abundant reports describe the effects of electricity on bone growth and fracture repair, and a variety of pulsed electromagnetic field (PEMF) devices have been developed to produce electromagnetic fields at the fracture site. These widespread PEMF devices utilize noninvasive inductive coupling and can be used along with every method of fracture fixation [1, 2] . The stimulation of bone at the fracture site by the introduction of electromagnetic fields may be similar to the resulting stimulation from mechanical loading [1] . The beneficial therapeutic effects of such selected low energy, time varying PEMF promote fracture healing in nonunions [3] , increase lumbar spinal fusion rates [4, 5] , and have been found to affect bone metabolism by decreasing bone resorption and increasing bone formation [6] [7] [8] . PEMFs have also been reported to stimulate the synthesis of extracellular matrix (ECM) proteins [9] and may also affect several membrane receptors including those for parathyroid hormone, low density lipoprotein, insulin-like growth factor-2, insulin, and calcitonin [10] . Several growth factors such as bone morphogenetic proteins 2 and 4 (BMP-2, BMP-4) and transforming growth factor-beta (TGF-) have been reported to be secreted from osteoblasts upon PEMF treatment [11] . It has been shown that electromagnetic stimulation could raise net Ca 2+ flux in human osteoblast-like cells, and the increase in the cytosolic Ca 2+ concentration could initiate activation of signaling pathways resulting in regulation of expression 2 Stem Cells International of bone matrix genes [12, 13] . Accelerated osteogenesis has been found in bone marrow-derived mesenchymal stem cells by PEMF treatment [14] and this promotion of ECM deposition was more efficient compared with adipose-tissue mesenchymal stem cells [15] .
Previously we have reported that both BMP-2 and PEMF (Spinal-Stim5 by Orthofix, Inc., Lewisville, TX) separately stimulated proliferation of rat primary calvarial osteoblastic cells and stimulated expression of early osteoblast differentiation genes in culture [7] . In this study, we investigated the effects of PEMF (Cervical-Stim5 by Orthofix, Inc., Lewisville, TX) on human bone marrow stromal cells (hBMSCs) proliferating and differentiated to osteoblastic cells. In addition, the underlying molecular mechanisms by which PEMF stimulates differentiation of hBMSCs into osteoblasts are not well understood. Thus, we also aimed to investigate the PEMF effects on proliferation, differentiation, and mineralization of hBMSCs by Affymetrix microarray analysis. The TGF-signaling pathway and microRNA 21 (miR21) were most highly regulated by PEMF. Thus, in this study we systematically investigated the mechanism of action of PEMF effects on osteogenesis via TGF-and miR21 using hBMSCs.
Materials and Methods

Cell Culture.
Fresh human bone marrows from 21-68-year-old women were used. These were either purchased from Lonza (Walkersville, MD) or left over tissue from surgical procedures at New York University Hospital for Joint Diseases. Since these were deidentified, this is not considered Human Subjects Research by the New York University School of Medicine Institutional Review Board. In both cases, the bone marrows were freshly collected, never frozen, and immediately diluted 1 : 1 in Hank's Balanced Salt Solution (HBSS; GIBCO Laboratories, Grand Island, NY) containing 20 IU/mL of sodium heparin (Sigma Chemical Co., St. Louis, MO). The diluted bone marrow was layered over an equal volume of Ficoll-Paque Plus (GE Healthcare, Piscataway, NJ) and centrifuged at 400 for 40 min at 18 ∘ C. The mononuclear cells at the interface layer were collected, washed three times with HBSS, resuspended and seeded into a tissue culture flask, and incubated at 37 ∘ C in the presence of 5% CO 2 overnight. The next day, nonadherent cells were removed from the culture flask. Adherent cells (BMSCs) were grown to confluence then placed in 6-well plates at 6.4 × 10 4 cells/well for exposure to PEMF or control. All cells were incubated at 37
∘ C in the presence of 5% CO 2 . The medium used for culturing these cells was -MEM (Corning, Tewksbury, MA) containing 15% fetal bovine serum (FBS; GIBCO, Grand Island, NY) and Penicillin-Streptomycin (GIBCO, Grand Island, NY).
PEMF Exposure.
The PEMF was generated as previously described [7] but was set to have similar waveform characteristics to a commercial, clinically approved proprietary device (Cervical-Stim by Orthofix Inc., Lewisville, TX). CervicalStim is the only device approved by the FDA for cervical fusion use and has been reported to be safe and effective [16] .
The specific differences from our previous publication [7] were a burst frequency of 15 Hz and a burst period of 67 ms. The induced magnetic field was vertical relative to the surface of the plates. The PEMF waveform was routinely checked for its consistency using a field probe and oscilloscope. The first PEMF exposure was initiated 24 h after seeding cells in wells (day 1) and continued through the entire experiment. Control plates were placed in an identical incubator on Plexiglas shelves. The CO 2 concentration, humidity, and temperature of the control and treatment incubators (upper and lower chambers of the same double incubator) were identical and were not affected by the PEMF.
Cell
Number. Cells were grown in normal growth medium and were trypsinized, resuspended, and counted using a hemocytometer when they reached 70-80% confluence on day 10 or 20 of culture, respectively, for the BMSCs from the younger (21-30) women versus those from the 31-65-year-old women. ∘ C, then rinsed and rehydrated through 80%, 50%, and 20% ethanol and then water, and incubated with 5% silver nitrate solution for 1 h at 37 ∘ C. The cells were rinsed with water, exposed to UV light for 10 min, and photographed. Von Kossa staining was analyzed by computer based morphometry (ImageJ: NIH, Bethesda, Maryland).
Osteoblast
Extracellular Regulated Kinases Activation and Western
Blot Analyses. Human BMSCs treated with control or PEMF for 5 and 10 days in the proliferation phase were washed with cold phosphate buffered saline (PBS) and lysed in Cell Lysis Buffer (Invitrogen, Grand Island, NY) containing protease and phosphatase inhibitor cocktails (Sigma). Cell lysates were centrifuged at 10,000 rpm for 10 minutes at 4 ∘ C and supernatants were saved and used for Western blot analysis. Twenty g of total cell protein was loaded per well and separated on 4-15% Mini-Protean TGX precast gels (BioRad, Hercules, CA), followed by transferring to nitrocellulose membranes (Bio-Rad, Hercules, CA). The membranes were blocked and incubated with primary rabbit antibodies (Phospho-p44/42 MAPK (Erk1/2) (Thr202/Tyr204), p44/42 MAPK (Erk1/2) (137F5), or Cdk2 (sc-163; Cyclin dependent kinase 2, loading control)) overnight at 4 ∘ C. The membranes were then probed with secondary antibody conjugated with TGGACGGCCTGGACCTCGTT  AGGGTCAGGAGTTCCGTGCG  COL1A1  GGAGGCACGCGGAGTGTGAG  CCTCTTGGCCGTGCGTCAGG  Osteocalcin  GAGCCCCAGTCCCCTACCCG  GACACCCTAGACCGGGCCGT  FOSB  GCGCCGGGAACGAAATAAAC  TTCGTAGGGGATCTTGCAGC  LEPR  GTGGGGCTATTGGACTGACT  CTTTGAGAGTCCAGCAGGCA  TBRG1  GCTAGATTCCTAGAGGCCCG  GGCATCGGATCCTAAGTCGG  FBN2  CTTTAGGCCGGTTATGCAACG  AATAAGCCCTTCGTCGGCTC  SOX11  TTGGAAGCGGAGAGCAACCT  TGCGTTCGATCTTGGACCAT  CTNNA1  GGCAGCCAAAAGACAACAGG  GGCCTTATAGGCTGCGACAT  AKT3  CTCTATTATTTGGGCTGAGTCATCA  CCCCTCTTCTGAACCCAACC  CXCL12  GACAAGTGTGCATTGACCCG  TGTAAGGGTTCCTCAGGCGT  THBS1  CCTCTACTCCGGACGCAC  GCCCCGGTGAGTTCAAAGAT  COL5A1  CGGGGACTATGACTACGTGC  CTCCAAGTCATCCGCACCTT  GPC4  CAGAGGTCCAGGTTGACACC  TCGGCTTTCTCATTGGCACT  MMP16  TGCGGAACGGAGCAGTATTT  TGTGCTTGTGCTGCCATTTC  TGFB2  CCCCGGAGGTGATTTCCATC  AACTGGGCAGACAGTTTCGG  CDH11  CCCAGTACACGTTGATGGCT  ACGTTCCCACATTGGACCTC  SPP1  GCCTCCTAGGCATCACCTG  CTTACTTGGAAGGGTCTGTGGG  IL8  GGTGCAGTTTTGCCAAGGAG  TTCCTTGGGGTCCAGACAGA  RPL13A  AAGTACCAGGCAGTGACAG  CCTGTTTCCGTAGCCTCATG For miR21-5p and snoR10-1, the reagents and primer sets for RT-qPCR were purchased from Qiagen. One ug of total RNA was reverse-transcribed into cDNA using the miScript II kit with miScript HiSpec Buffer according to the manufacturer's instructions. The cDNA was then diluted 10 times and utilized as a template to amplify miR21-5p and snoR10-1 with the miScript SYBR Green PCR kit using the appropriate primers. snoR10-1 was used as normalizing gene control. The qPCR was performed in triplicate with reaction conditions of 95 ∘ C 15 min for Taq DNA polymerase activation, 94 ∘ C 15 sec denaturation, 55 ∘ C 30 sec annealing, and 70 ∘ C 30 sec extension for 40 cycles. Gene expression results of miR21-5p from either control or PEMF-treated groups were normalized to their relative snoR10-1 results.
TGF-Signaling.
Human BMSCs were cultured and treated with control or PEMF as described above. For TGF-and BMP signaling assays, osteoblasts were treated with PEMF at days 23 and 33 and were also treated with TGF-2 (R&D System, Minneapolis, MN) as a positive control for the TGF-pathway. The day before assay, the cells were starved overnight (0.1% FBS medium) to reduce endogenous signaling activity. At day 23 at the same time as PEMF exposure started, 5 ng/mL TGF-2 was added to the medium of positive control wells. Cell lysates from different groups were collected at 0, 2, and 4 h time points after treatment to examine Smad2, Smad3, and Smad1/5/8 protein phosphorylation by Western blot analysis as described above. Phospho-Smad2 (Ser465/467, 138D4)/Smad2 (D43B4), phospho-Smad3 (Ser423/425, C25A9)/Smad3 (C67H9), and phospho-Smad1/5/8/Smad1/5 antibodies were obtained from Cell Signaling Technology (Danvers, MA). In TGF-neutralization experiments, 30 ug/mL normal rabbit IgG or TGF-pan antibody (R&D System, Minneapolis, MN) was added to osteogenic medium during the entire differentiation period. At day 23, two non-PEMF-treated cell groups were also included with 5 ng/mL of TGF-2 as positive controls. After 2 h of PEMF exposure, all sample groups were collected for Western blots and RT-qPCR assays.
Transient Transfection.
Cells were seeded in growth medium in 6-well plates at a density of 10 5 cells/well on the day before the transfection. miR-21 is now referred as miR-21-5p, based on the latest miRBase release (V.21). miR21-5p inhibitor (Applied Biosystems: 4464084) designed to bind with endogenous miR21, when introduced into cells, inhibits its activities. miR21-5p mimic (Applied Biosystems: 4464066) was designed to be similar to that of endogenous miR21. A negative control miRNA (Applied Biosystems: 4464076) was included in the study. The X-treme Gene transfection reagent obtained from Roche, USA, was mixed with 50 nM of negative control miRNA, miR21 mimic, or miR21 inhibitor, and transient transfection was carried out [17] for 3 or 6 days along with PEMF treatment every day for 4 h.
Statistical Analysis.
Statistical analysis was done by one-way ANOVA, Student's -test, or Wilcoxon Ranking. Significant difference is < 0.05. All data are shown as mean ± standard deviation with as indicated.
Results
PEMF Effects on Proliferation and Differentiation of Human BMSCs from Subjects of Different Ages.
We previously reported that PEMF generated by Spinal-Stim stimulated cell proliferation and expression of early differentiation marker genes in rat primary calvarial osteoblastic cultures [7] . In the present study we used PEMF (Cervical-Stim) to determine its effect on osteoblasts using human bone marrow cells. PEMF significantly stimulated the cell number of preosteoblasts from BMSCs of young women (21-30 years old) while not stimulating those of BMSCs from 31-65-year-old women (Figures 1(a) and 1(b)). It should also be noted that the hBMSCs from aged individuals (58, 59, and 65 years old) also required much longer time (20 days) to approach a similar cell culture density to those from the younger women. Since PEMF had an effect on preosteoblastic cell number from the younger women and cell proliferation involves activation of intracellular signaling pathways, especially extracellular regulated kinases (ERKs), we determined activation of these enzymes by PEMF. As shown in Figure 2 (a), PEMF increased ERK activation (phosphorylation) after 15 min on day 5 in BMSCs from a 24-year-old woman. A similar effect was also found in hBMSCs from other younger female subjects (24-and 27-year-old women's cells) and the quantitative analysis of ERK activation (phosphorylated ERKs) from the three individuals after normalization to total ERKs confirmed the above result (Figure 2(b) ). There was no significant activation of ERKs from any of these cells on the 10th day of PEMF treatment (Figures 2(c) and 2(d)).
To determine the role played by PEMF in osteoblast differentiation and mineralization of hBMSCs, experiments were carried out at molecular and cellular levels. At the molecular level, the mRNA expression of alkaline phosphatase (ALP), type I collagen (COL1A1), and osteocalcin (OC), which are known osteoblast differentiation and mineralization marker genes, was determined using qRT-PCR analysis. PEMF significantly increased mRNA expression of ALP and Col1 but not OC in BMSCs that had been allowed to proliferate, differentiate, and mineralize ( Figure 3(a) ). We next determined the effect of PEMF on mineralization in BMSCs by Von Kossa staining ( Figures  3(b) and 3(c) ). PEMF significantly stimulated mineralization of BMSCs in the mineralization phase and did not in the differentiation phase. of PEMF on gene expression during hBMSC proliferation, on the 5th day of PEMF treatment 2 h after initiating the PEMF signal (pilot studies had shown significant PEMF stimulation of Cyclin gene expression at this time and day, data not shown), total RNA was isolated and used for the subsequent test with Affymetrix Human U133 plus 2.0 Gene Chips. After identifying significantly regulated genes, gene ontology analyses were performed by DAVID Bioinformatics Resources 6.7 software. The results indicated that PEMF stimulation of proliferating hBMSCs mainly affected genes of cell cycle regulation, cell structure, extracellular matrix (ECM), and some growth receptors or kinase pathways. There were a total of 114 known genes upregulated and 17 known genes downregulated at this time point (partially listed in Table 2 ). We have also included the decrease in fibrillin 2, even though it was not −1.5-fold, since this sequesters members of the TGF-family and is the subject of our later research in this report.
PEMF Regulation of Genes during hBMSC Proliferation by Microarray
PEMF Regulation of Genes in Differentiated and Mineralized hBMSCs by Microarray Analysis.
In the differentiation (day 23) and mineralization stages (day 33) after daily 4 h PEMF treatment, a total of 37 (partially listed in Table 3 ) and 173 (partially listed in Table 4 ) known genes, respectively, were identified as significantly regulated. In these two stages, PEMF regulated preosteoblast gene expression and most genes were downregulated including transcriptional regulators, metabolism, proteases, and regulators and also cell adhesion and binding proteins and cytoskeletal and structural proteins. Changes in gene transcription of candidate genes chosen from microarray analyses were verified and confirmed by RT-qPCR on RNA from differentiated hBMSCs from 3 females, aged 24, 27, and 31 years (Table 5) . Notably, the TGF-signaling pathway seems to be most highly regulated by PEMF. In particular, RT-qPCR showed that fibrillin 2 (FBN2) was significantly decreased in expression by 65 ± 14%, while TGF-2 mRNA significantly increased to 155 ± 44% and TGF-regulator 1 (TBRG1) mRNA significantly increased to 143 ± 23%, relative to controls. In contrast, in mineralizing cells (Table 6) , there was no decrease in FBN2 expression and a lesser significant increase in TGF-2. It appears that PEMF stimulated a number of components of the TGF-pathway in differentiating and mineralizing osteoblasts. It is notable that no components of the BMP pathway were seen to be regulated.
Stem Cells International 7 Figure 4 : PEMF resulted in activation of the TGF-signaling pathway in human osteoblastic cells during differentiation and mineralization. (a) Whole cell lysates after PEMF treatment of hBMSCs of a 24-year-old female at day 23 (differentiation) and (b) at day 33 (mineralization) were subjected to Western blot analysis using the antibodies as indicated for Smad2 and Cdk2. TGF-2 (5 ng/mL) was added to control (non-PEMF-treated) cells on days 23 and 33 as positive controls. (c) The pan-TGF-neutralizing antibody (30 ug/mL) was added to the osteogenic medium of hBMSCs from a 24-year-old female during the entire differentiation period and lysates were prepared on day 23 of PEMF treatment, 2 h after PEMF was started or TGF-2 was added and subjected to Western blot analysis. TGF-2 (5 ng/mL) was added to control (non-PEMF-treated) cells on day 23 as a positive control. Cdk2 was used as loading control. (d) The same lysates were subjected to Western blot analysis for phosphorylation of Smad1/5/8 as indicated.
to Western blot analyses using the antibodies for phosphorylated and total Smad2. The results show that PEMF stimulated activation of Smad2 by increased phosphorylation at day 23 in differentiated osteoblasts (Figure 4(a) ) and less at day 33 in mineralizing osteoblasts (Figure 4(b) ). To determine the specificity of activation of the TGF-signaling by PEMF, osteoblasts were pretreated with pan-TGF-antibody before PEMF treatment. The results show that the PEMF-stimulated Smad2 activation in differentiated osteoblasts (day 23) was blocked when cells were pretreated with pan-TGF-antibody (Figure 4(c) ). Since a recent paper has described a different PEMF signal as acting through the BMP pathway on rat calvarial osteoblasts [18] , we examined whether Smad1/5/8 was phosphorylated in response to the Cervical-Stim signal Differentiated human osteoblasts derived from hBMSCs from a 30-year-old female were used. Total RNA was isolated after incubation with IgG or pan-TGF-antibody (Pan-Anti) and treatment with control (Ctr) or PEMF and subjected to RT-qPCR using the primers for (a) ALP and (b) collagen 1A1 genes. RPL13 was used to normalize gene expression. = 3. * indicates significant increase compared with control IgG. # indicates significant decrease compared to all groups with ALP mRNA expression; ## indicates significant decrease compared to control or PEMF treatment with IgG incubation with collagen 1A1 mRNA expression; analysis by one-way ANOVA.
in hBMSCs (Figure 4(d) ). We were unable to observe any stimulation of this pathway, in contrast to the activation of the Smad2 pathway, even though the strong positive control, TGF-2, slightly stimulated Smad1/5/8 phosphorylation, as has been observed by others [19, 20] .
PEMF Stimulates Osteoblast Marker Gene Expression by Activation of the TGF-Signaling Pathway.
To determine if TGF-signaling is responsible for the PEMF effect on expression of osteoblast differentiation marker genes such as ALP and type I collagen, this pathway was inhibited and RNA collected from differentiated osteoblasts at day 23 and subjected to RT-qPCR analysis. We found that PEMF significantly stimulated mRNA expression of ALP ( Figure 5(a) ) and type I collagen ( Figure 5(b) ) in differentiated osteoblasts. When cells were pretreated with pan-TGF-antibody, PEMF stimulation of expression of these genes was significantly decreased (Figures 5(a) and 5(b) ). Thus, this result indicates that the osteogenic effect of Cervical-Stim PEMF on hBMSCs is mediated via the TGF-signaling pathway.
PEMF Stimulation of miR21-5p Expression in Differentiating Osteoblasts.
MicroRNAs are considered to be regulators of osteogenesis and bone formation. The microarray analysis of hBMSCs subjected to differentiation at day 23 identified the stimulation of expression of miR21 (Table 3) . To verify this, total RNA was obtained with differentiated hBMSCs from females aged 24 × 2, 27, 29, and 30 (young individuals) and 31, 36, 58, and 68 (older individuals) years and subjected to RT-qPCR. The result shows that the expression of miR21-5p was 155% increased in cells from the younger women but not significantly increased in cells from the older individuals after PEMF treatment ( Figure 6 ). (31, 36, 58 , and 68 years old) at day 23 or 33 of differentiation were isolated and subjected to RT-qPCR using the miScript II kit with miScript HiSpec Buffer and miScript SYBR Green PCR Kit. snoR10-1 was used to normalize miR21-5p expression and the expression is shown as a percentage of the relevant control samples. * indicates significant increase compared to control using one-way ANOVA.
PEMF and miR21-5p Stimulation of Osteoblast Differentiation Marker Gene Expression.
It is evident that PEMF stimulated miR21-5p expression in differentiated osteoblasts from younger individuals ( Figure 6 ) which strongly suggested a role for miR21-5p in promotion of osteoblast differentiation. To determine this role, hBMSCs were transiently transfected with negative control miRNA or miR21-5p mimic for 3 days and concurrently subjected to 4 h PEMF treatment every day for 6 days. Total RNA was isolated and subjected to RTqPCR analysis. When cells were treated with PEMF, there was significantly increased ALP mRNA expression. The miR21-5p mimic alone had no effect but together with PEMF treatment caused a significant increase in ALP mRNA expression compared with PEMF treatment alone (Figure 7(a) ). With type I collagen mRNA expression, no significant effect was seen with respect to PEMF, miR21-5p mimic, or both treatments under these conditions (Figure 7(b) ).
PEMF Regulation of Smad7 via miR21-5p in Differentiating Osteoblasts.
In silico analysis (http://www.microrna.org/ microrna/home.do) was used to identify the putative target genes of miR21-5p for its functional importance towards osteogenic commitment. Among them some antagonistic effectors of osteogenesis such as Smad7, Smurf1, and Crim1 were found. The 3 UTR regions of Smad7, Smurf1, and Crim1 held at least 6-nt perfect complementarities to the miR21-5p seed region (Figure 8(a) ). To validate these putative target genes of miR21-5p, hBMSCs were transiently transfected with either negative control miRNA or miR21-5p inhibitor and concurrently treated with PEMF for 4 h each day for 3 days. To determine the expression level of these target genes, total RNA was isolated, followed by RT-qPCR analysis. There was no significant change in mRNA expression of Smurf2 (Figure 8(b) ) and Crim1 (Figure 8(c) ) in the cells in the presence of PEMF treatment, miR21-5p inhibitor, or both. In the case of Smad7, there was a significant decrease in its mRNA expression after PEMF treatment, and inclusion of miR21-5p inhibitor reversed the PEMF effect resulting in increased Smad7 mRNA expression (Figure 8(d) ). From these results we suggest that Smad7, an antagonist of TGFsignaling, is likely to be miR21-5p's target gene and PEMF downregulates its mRNA expression via miR21-5p in differentiating osteoblasts. In fact, at least two groups have shown that the 3 -UTR of Smad7 is, indeed, a target for miR21-5p, resulting in a decrease in Smad7 protein levels [21, 22] .
PEMF Regulation of Runx2 Expression via miR21-5p and Smad7 in Differentiating
Osteoblasts. Since Runx2 is required for osteoblast differentiation and PEMF stimulated expression of osteoblast differentiation marker genes (Figure 3) , we next examined the PEMF stimulation of expression of Runx2 in differentiating hBMSCs and the role played by miR21-5p. Human BMSCs were transiently transfected with either negative control miRNA or miR-21-5p inhibitor, followed by PEMF treatment. Total RNA was isolated and subjected to RT-qPCR analysis. The result showed that there was a significant increase in expression of Runx2 mRNA in response to PEMF treatment and this effect was blocked by miR21-5p inhibitor in differentiating osteoblasts ( Figure 9 ). From these results, we suggest that PEMF promotes its osteogenic effect via stimulation of miR21-5p expression and activation of TGF-signaling in hBMSCs. A figure summarizing that the mechanisms we conclude are involved in PEMF stimulation of BMSCs and osteoblast differentiation is shown in Figure 10. 
Discussion
Numerous studies have shown that mechanical stimulation of bone progenitors including ultrasound [23] , mechanical strain [24, 25] , and compression as well as shear forces has a stimulatory effect on bone progenitors involved in bone healing of critical size defects and nonunions in vivo. A broad set of investigations has aimed to unravel potential underlying molecular mechanisms and growth factor pathways involved with sophisticated in vitro methods [26] . A number of mechanisms have been proposed by which mechanical cues on different physical scales and identities can incorporate into growth factor signaling [27] . In particular, the major TGF-growth factor superfamily of ligands (including TGF-1 and 2 as well as BMPs) and their downstream signaling via Smad2/3 and Smad1/5/8 transcription factors, respectively [28, 29] , appears to be affected by mechanical stimulation in a diverse set of cells, with the majority of research focussing on bone progenitors, for example, BMSCs, osteoblasts, osteocytes, and chondrocytes. This is a large and ongoing field of study.
The molecular mechanisms responsible for the effect of PEMF on bone formation [14, 30] have not been completely elucidated. We found that PEMF promoted preosteoblast proliferation from hBMSCs from individuals up to age 30, but Figure 7 : PEMF resulted in stimulation of expression of ALP mRNA and its effect was further enhanced by miR21-5p. Human BMSCs from a 31-year-old female were transiently transfected with 50 nM of negative control miRNA or miR-21-5p mimic for 72 h in osteogenic medium and PEMF treatment was carried out for 4 h each day for a total of 6 days. Total RNA was isolated and RT-qPCR was carried out using the primers for ALP (a) and collagen 1A1 (b) genes. Expression of the mRNAs is shown relative to the RPL13 gene. = 3. * indicates significant increase compared to negative control miRNA transfection. # indicates significant increase compared to all treatments. Analysis by one-way ANOVA.
not older individuals, and stimulated differentiation marker gene expression of mineralizing hBMSCs of all ages. To dissect the mechanisms, PEMF effects on proliferation, differentiation, and mineralization of hBMSCs were examined by Affymetrix microarray analyses. We found that PEMF stimulation of hBMSC proliferation mainly affected genes of cell cycle regulation, cell structure, ECM, and some growth receptors or kinase pathways (Table 2) . At the cellular and molecular levels, PEMF has been reported to promote the synthesis of ECM proteins and exert a direct effect on the production of proteins that regulate gene transcription. PEMF may affect several membrane receptors and stimulate osteoblasts to secrete several growth factors such as BMP-2 and BMP-4 and TGF-. PEMF has been reported to affect osteoblast cellular proliferation and differentiation of bone cells in vitro by enhancing DNA synthesis [14, 31] , increasing the expression of bone marker genes during differentiation and mineralization [7] , and enhancing calcified matrix production. Several experimental studies also demonstrated that PEMF stimulation could potently promote osteogenesis and enhance bone mineralization both in vivo and in vitro [32] [33] [34] . The microarray data for PEMF regulation of differentiation and mineralization of hBMSCs showed regulation of transcriptional regulators, metabolism, proteases, cytokines and growth factors, and also cell adhesion and binding proteins and cytoskeletal and structural proteins (Tables 3  and 4 ). Identifying the signaling pathways and their associated regulatory mechanisms of PEMF action on osteogenesis might further promote its use in clinical applications. Thus, PEMF regulated preosteoblast gene expression during the differentiation and mineralization stages, and candidate genes chosen from microarray analyses were confirmed by RTqPCR (Tables 5 and 6 ). Notably, the TGF-signaling pathway and miR21 seem to be most highly regulated by PEMF. Thus, in the present study, we systematically investigated the mechanism of action of PEMF effects on osteogenesis via activation of TGF-signaling and miR21-5p expression using hBMSCs.
The TGF-/BMP signaling pathway plays a fundamental role in the regulation of bone organogenesis through the activation of receptor serine/threonine kinases. Perturbations of TGF-/BMP activity are almost invariably linked to a wide variety of clinical outcomes including skeletal anomalies [28] . Phosphorylation of TGF-(I/II) or BMP receptors activates intracellular downstream Smads, the transducer of TGF-/BMP signals. In our studies, PEMF (Cervical-Stim) treatment activated only the Smad2 signaling component in differentiated hBMSCs (Figure 4 ) and activation of this signaling pathway appeared to be essential for PEMF stimulation of early osteoblast differentiation marker genes such as ALP and type I collagen ( Figure 5 ). It is notable that it did not appear to activate the BMP pathway through Smad1/5/8 phosphorylation. The TGF-/BMP signaling effect may be complex and highly time-and space-specific during skeletal development and bone formation. Very recently, Xie et al. [18] have described a different PEMF signal as operating through the BMP receptor on the primary cilium of rat calvarial osteoblasts in culture. Our accumulated data do not indicate that the BMP pathway is involved in the signaling mechanism of either Spinal-Stim or Cervical-Stim but we cannot rule out that it may have a role if investigated further. This signaling cascade can be modulated by various factors and other pathways [35, 36] . Activation of Wnt/Lrp5/ -catenin or calcium-related mechanisms by PEMF treatment for osteogenic activity have also been reported [37, 38] .
Osteoblast differentiation is tightly controlled by several regulators including miRNAs [17, 39, 40] BMSCs from a 27-year-old female were transiently transfected with 50 nM of negative control miRNA or miR21-5p inhibitor for 72 h in osteogenic medium and PEMF treatment was carried out concurrently for 4 h each day for 3 days. Total RNA was isolated and RT-qPCR was carried out using the primers for (a) Smurf2, (b) Crim1, and (c) Smad7 genes. Expression of mRNAs is shown relative to that of the RPL13 gene. = 3. * indicates significant increase compared to negative control miRNA transfection or PEMF treatment with negative control miRNA transfection. # indicates significant decrease compared to PEMF treatment with miR21-5p inhibitor transfection. Analysis by one-way ANOVA.
of several signaling pathways such as TGF-/BMP, Wnt/ -catenin, and transcription factors [41] . PEMF stimulated miR21-5p expression in differentiated hBMSCs from younger females ( Figure 6 ) suggesting one of the ways PEMF mediates its osteogenic effect on these cells is via miR21-5p. MicroRNA 21 was one of the first miRNAs detected in the human genome and it was found to be overexpressed in several types of cancer tissues [42] . A role for miR21 in cell proliferation and apoptosis has been reported [43] . With regard to the regulation of bone formation, a number of miRNAs are expressed in the developing skeletal system and miRNAdependent modulation of gene function can alter skeletal phenotypes across individuals and also within the same individual over time [44] . MicroRNAs might have direct or indirect effects for their regulatory functions in osteoblast differentiation.
To study the functional role of miR21-5p during osteoblast differentiation by PEMF treatment, it was necessary to alter its endogenous expression/activity. Overexpression of miR21-5p (mimic) in differentiated hBMSCs had no effect on mRNA expression of ALP and type I collagen ( Figure 7 ) but required PEMF to have an enhanced effect on ALP mRNA expression which suggests that PEMF could also involve other pathways and molecules in addition to miR21-5p for its osteogenic effects in these cells. The putative targets of miR21-5p can be classified according to their negative contribution in osteogenic differentiation or positive contribution to other lineages using online software. Among them are some key regulators or antagonistic effectors of osteogenesis such as Smad7, Smurf2, and Crim1 and these genes are well documented in their antagonistic roles in osteogenesis [29, 45] . Expression of the putative target genes in the presence of the miR21-5p inhibitor showed a significant increase in Smad7 mRNA expression in differentiated hBMSCs (Figure 8 ). The inhibitory Smads (Smad6, Smad7) potentially act as suppressors of bone formation. While Smad7 inhibits TGF-/BMP signaling, Smad6 is less effective in inhibiting TGFsignaling. It has been reported that Smad7 can inhibit ALP activity and suppress type I collagen mRNA and protein levels [46] . MicroRNA 21 has been shown to be a key regulator : PEMF stimulated Runx2 expression and its effect was downregulated by miR21-5p inhibitor. Human BMSCs from a 27-year-old female were transiently transfected with 50 nM of negative control miRNA or miR21-5p inhibitor for 3 days in osteogenic medium and PEMF treatment was carried out concurrently for 4 h each day for 3 days. Total RNA was isolated and RT-qPCR was carried out using the primers for Runx2. Expression of Runx2 mRNA is shown relative to that of the RPL13 gene. = 3. * indicates significant decrease compared to negative control miRNA transfection or PEMF treatment with negative control miRNA transfection. # indicates significant increase compared to control treatment with negative control miRNA transfection. Analysis by one-way ANOVA.
of TGF-signaling [47] and Smad7 was found to be one of its target genes [21, 40, 43] . Other target genes such as PTEN and STAT3 have also been reported for miR21 [48, 49] . Based on our results (Figures 7 and 8) , we suggest that Smad7 is a target gene for miR21-5p during PEMF regulation of osteoblast differentiation.
Since PEMF stimulates miR21-5p expression in differentiated hBMSCs ( Figure 6 ) and miR21-5p targets Smad7 (Figure 8(d) ), the PEMF action on osteogenesis via miR21-5p and Smad7 was further investigated. Runx2 is essential for the commitment of multipotent mesenchymal cells to the osteoblastic lineage. In general, Runx2 activity can be altered by its interacting proteins and/or posttranslational modifications [17, [50] [51] [52] [53] [54] . The steady-state protein level of Runx2 can be regulated by E3 ubiquitin ligases, Smurf1 and Smurf2, and it has been reported that the degradation of endogenous Runx2 can be blocked by a proteasomal inhibitor or by Smurf2 siRNA [55] . PEMF stimulated Runx2 mRNA in differentiated hBMSCs, and miR21-5p inhibitor prevented the PEMF stimulation of Runx2 expression ( Figure 9 ). It has already been reported that Smad7 interacts with Smurf2 but it does not interact with Runx2 [56] . Hence, targeting Smad7 through miR21-5p by PEMF could possibly decrease the Smad7-dependent Smurf2 activity, resulting in stabilization of Runx2 protein, and feedback to increased transcription of Runx2 in differentiated hBMSCs. A figure summarizing that the mechanisms we conclude are involved in PEMF stimulation of BMSCs and osteoblast differentiation is shown in Figure 10 . We can only speculate as to how PEMF regulates miR21-5p, but others have shown that this microRNA Figure 10 : Schema of the mechanisms involved in PEMF stimulation of BMSC proliferation and osteoblast differentiation. The magnetic field (B) is thought to elicit Eddy Currents that act on BMSCs and cause activation of ERKs that are then involved in increased BMSC proliferation. After the BMSCs reach confluence and they are switched to differentiation medium, the magnetic field (B) and the resultant Eddy Currents cause a decrease in fibrillin 2 expression and an increase in TGF-2 and miR21-5p expression. The decrease in fibrillin 2 would lead to an increase in the amount of available TGF-2. The increase in miR21-5p appears to cause a decrease in inhibitory Smad7 expression, thus, enhancing TGF-2 activation of Smad2 with resulting increase in Runx2, collagen I, and alkaline phosphatase expression in the cultures, that is, increased osteoblast differentiation.
is regulated by transcriptional mechanisms, such as by myocardin-related transcription factor-A (58) or by STAT3 (59), and such mechanisms could possibly be implicated in PEMF's actions.
Conclusions
Our results show that PEMF significantly stimulated the cell number of preosteoblasts from BMSCs of young women while not stimulating those from women older than 30. We also showed that PEMF regulates a range of genes in hBMSCs to stimulate their proliferation, differentiation, and mineralization. Our further investigation suggests a novel regulatory mechanism of PEMF action during differentiation and mineralization of hBMSCs by activation of the TGFsignaling pathway. PEMF appears to activate this pathway in hBMSCs of younger women by inhibiting Smad7 expression through miR21-5p and in turn PEMF controls the function of Runx2 resulting in promotion of its osteogenic effect.
